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Synthesis of Fmoc-HfLeu-OH
General information
All reactions were run under an argon atmosphere unless otherwise indicated. Room Scheme S1: Synthesis of Fmoc-HfLeu-OH 9.
S3
Compounds 3 to 7 were synthesized according to literature [1, 2] . Obtained NMR data Synthesis of Fmoc-HfLeu-OEt (8) (S)-7 (1.04 g, 3.89 mmol) was dissolved in 10% Na 2 CO 3 , aq (4 mL) and cooled to 0°C. Dioxane (1 mL) was added and the suspension was stirred for 15 min at 0 °C after which FmocOSu (1.44 g, 4.28 mmol) was added. The mixture was stirred for 3 h at 0 °C and at room temperature overnight. The reaction was diluted with H 2 O (50 mL) and extracted with Et 2 O (4 x 25 mL). The combined organic layers were concentrated in vacuo and the residue was subjected to column chromatography (n- 68, 143.75, 143.53, 141.45, 141.44, 140.84, 130.32, 127.92, 127.90, 127.19, 127.17, 125.07, 124.98, 120.32, 120.15, 120.11, 67.29, 62.53, 51.96, 47.21, 37.15, 27.27, 14.13 . . A spray voltage of 3.5 kV was used, the drying gas glow rate was set to 5 L min −1 and the nebulizer to 30 psi. The gas temperature was 300 °C.
To verify purity of the synthesized peptides analytical HPLC was carried out on a
Chromaster 600 bar DAD-System with CSM software (VWR/Hitachi, Darmstadt, Germany). The system works with a low-pressure gradient containing a HPLC-pump (5160) with a 6-channel solvent degasser, an organizer, an autosampler (5260) with a 100 µL sample loop, a column oven (5310) and a diode array flow detector (5430).
A LUNA TM C8 (2) column (5 μm, 250 × 4.6 mm, Phenomenex ® , Torrance, CA, USA) was used. As eluents water and ACN, both containing 0.1% (v/v) TFA were used, the flow rate was adjusted to 1 mL/min and the column was heated to 24 °C. The used gradient method is shown in Table S1 . The UV-detection of the peptides occurred at 220 nm. The data were analyzed with EZChrom Elite software (version 3.3.2, Agilent
Technologies, Santa Clara, CA, USA). Figure S1 : Analytical HPLC chromatograms of purified peptides; column: Luna TM C8 (5 µM, 250 × 4.6 mm, Phenomenex ® ); Solvent A was H2O, solvent B was acetonitrile, both containing 0.1% (v/v) TFA. The flow rate was 1 mL/min; linear gradient from 5% B to 70% B over 18 min (see Table S1 ).
Enzymatic digestion studies
Characterization of the enzymatic digestion reactions was carried out via analytical HPLC on a LaChrom-ELITE-HPLC-System from VWR International Hitachi (Darmstadt, Germany). The system contains an organizer, two HPLC-pumps (L-S7 2130) with solvent degasser, an autosampler (L-2200) with a 100 µL sample loop, a diode array flow detector (L-2455), a fluorescence detector (L-2485) and a high pressure gradient mixer. As eluents water and ACN, both containing 0.1% (v/v) TFA were used, and a flow rate of 3 mL/min was applied. The used linear gradients are shown in Table S3 . For the non-fluorinated peptides method A was used to follow the digestion process, and for the fluorinated peptides method B was applied. For chromatograms where an insufficient baseline separation was observed, measurements were repeated using methods C [FA (pepsin), P2-LeuFA Identification of the proteolytic cleavage products (Table S4-S7) occurred according to the mass-to-charge ratios determined with an Agilent 6220 ESI-ToF-MS instrument (Agilent Technologies, Santa Clara, CA, USA). For this, the quenched peptide-enzyme-solutions after 120 min and 24 h incubation were analyzed. The solutions were injected directly into the spray chamber using a syringe pump with a flow rate of 10 µL min −1
. Spray voltage was set to 3.5 kV, a drying gas flow rate of 5 L min −1 was used, the nebulizer was set to 30 psi, and the gas temperature to 300 °C.
The fragmentor voltage was 200 V. Not all corresponding fragments could be detected. 
